Purification of NADPH-linked and NADH-linked quinone reductases from liver cytosol of sea bream, Pagrus major.
Quinone reductases in sea bream, Pagrus major, were investigated using menadione as a model quinone. Both NADPH-linked and NADH-linked quinone reductase activities were detected, in varying degrees, in all tissues examined. In the liver, these activities resided in its microsomal and cytosolic fractions. The cytosolic activity was markedly inhibited by cupric sulfate and p-chloromercuribenzoate. However, little effect was observed with dicoumarol, a potent inhibitor of DT-diaphorase. The NADH-linked activity was more resistant to heat inactivation than the NADPH-linked activity. The NADPH-linked quinone reductase was purified from the liver cytosol by chromatography with DEAE-cellulose, hydroxyapatite and AF-Blue Toyopearl. The molecular weight of the enzyme was estimated to be 68,000 by gel filtration and 32,000 by SDS-PAGE. The NADH-linked quinone reductase was purified from the liver cytosol by heat treatment, fractionation with ammonium sulfate and chromatography with phenyl-Toyopearl, hydroxyapatite, DEAE-cellulose and hydroxyapatite. The molecular weight of the enzyme was estimated to be 124,000 by SDS-PAGE and 126,000 by gel filtration.